Solid lipid nanoparticles (SLNs) are prospective carriers for oral delivery of poorly soluble drugs with low bioavailability. Therefore, the study aimed at developing carvedilol (CVD) in SLNs to control its release and enhance its bioavailability in the management of hypertension, and cardiac diseases. Box-Behnken design (BBD) was applied to optimize the variables affecting the quality of CVD-SLNs which prepared by homogenization-ultrasonication technique. The concentrations of Percirol (X 1 ), Gelucire (X 2 ), and stearylamine (X 3 ) were chosen as the crucial independent variables. The dependent variables were estimated and analyzed by Statgraphics software to achieve the optimum characteristics of the developed SLNs . The optimized SLNs was evaluated in vitro and in vivo for pharmacokinetic parameters on male New Zealand white rabbits. The results of this study revealed that the CVDSLNs have a colloidal size of 31.3 nm with zeta potential of 24.25 mV indicating good stability and 91.43% entrapment efficiency. The in vitro release of CVD from the SLNs was best fitted to Hixon-Crowell model that describes the release from the particles with uniform size. The in vivo pharmacokinetics results indicated the prolongation in the mean residence time of CVD to 23 h when delivered in SLNs and its oral bioavailability enhanced by more than 2-folds.
Introduction
Oral drug delivery especially in a nano-size range has engrossed substantial pharmaceutical concern. In the middle of 1990s, solid lipid nanoparticles (SLNs) were utilized as a nano-carrier system for oral drug delivery [1] . It was reported that the oral administration of drugs in a nano-particulate system reduced the erratic absorption and subsequently increased the bioavailability owing to the adhesive properties of nanoparticles to the intestinal mucosa [2] . As a 
Preparation of carvedilol solid lipid nanoparticles
The formulations of CVD-SLNs based on BBD were prepared according to the hot homogenization followed by ultra-sonication technique as described previously [25, 26] . Briefly, CVD was added to the molten lipid and stirred to be completely dissolved. Then add slowly the hot Gelucire 44/14 solution and stearylamine to the drug-lipid melt and then homogenized at 10,000 rpm for 3 min maintaining the temperature at 80˚C (Ultra-turrax T-25 IKA-Werke GmbH & Co. KG, Staufen, Germany). Further, the obtained emulsion was sonicated using the probe sonicator for 5 min and set aside at room temperature to cool (Sonics Vibra Cell, VCX 750, Sonics & Materials, Inc. (Newtown, CT). The control SLN formulations were prepared in similar manner without addition of CVD.
Determination of the particle size, polydispersity, and zeta potential
The average particle size (PS), polydispersity index (PDI), and zeta potential (ZP) of CVD-SLN batches were estimated by dynamic light scattering (DLS) technique using Zetatrac instrument (Microtrac, Inc., Montgomeryville, PA). The samples were diluted with distilled water and sonicated for 5 s to eradicate air bubbles and break up aggregates. The resultant colloidal dispersions were examined in triplicate.
Determination of the entrapment efficiency
The percent of CVD entrapped in the prepared SLNs was determined by an ultracentrifugation method as described before [27, 28] . Briefly, the sample was centrifuged, filtered and the amount of free and entrapped CVD was dissolved in methanol and analyzed at 248 nm using the HPLC method [29] . Eq 1 was used for the calculation of the entrapment efficiency (EE %):
where Fs is the amount of free CVD diffused in collection section after ultracentrifugation, and Ts is the calculated CVD concentration used in the formulation of SLNs. All measurements were performed in triplicate.
In vitro release study
The release of CVD from SLNs was performed using the dialysis bag method [30] . Briefly, the dialysis bags (MWCO of 12 kDa, Sigma Aldrich, USA) containing the CVD-SLNs were dipped in the baskets of the USP dissolution apparatus I. 500 ml of 0.1N HCl pH 1.2 was used as a dissolution medium at 37˚C and the medium pH was slightly raised by addition of 0.05M phosphate buffer solution of pH 8.0 portion wise until pH 7.4 with constant stirring at 50 rpm. At the predetermined 12 time intervals over 12 h, aliquots of 5 ml were withdrawn and immediately replenished with the fresh medium. The samples were analyzed for CVD concentration using the HPLC method after suitable dilution [29] .
Mathematical modelling of carvedilol release from solid lipid nanoparticles formulations
The release data were mathematically treated according to zero, first, second-order, Higushi diffusion, Hixon-Crowell cube root law, Baker-Lonsdale, and Korsmeyer-Peppas release kinetic models. The model with the highest correlation coefficient was considered to be the best model and the values of the exponent (n) were used for determining the most fitting model to explain the release mechanism.
Prediction, preparation, and evaluation of the optimized formulation
Using the Statgraphics software, the obtained data for each response were analyzed and after the multiple response optimization, the optimized CVD-SLNs formulation was predicted, prepared and evaluated for all responses (Y 1 -Y 5 ). Moreover, the optimized formulation was scaled up for the in vivo study.
2.9.
In vivo and pharmacokinetic study on rabbits 2.9.1. Subject population. The in vivo study was carried out on male New Zealand white rabbits (2.5 ± 0.17 kg) on administration of 1 mg/kg single oral dose of CVD. The in vivo study protocol was revised and approved by the Animal Ethics Committee, Faculty of Pharmacy, King Abdulaziz University (Approval No. 1061439). The study fulfilled with the Declaration of Helsinki, the Guiding Principle in Care and Use of Animals (DHEW production NIH 80-23), and the "Standards of Laboratory Animal Care" (NIH distribution #85-23, reconsidered in 1985). The rabbits were fasted for one day preceding to the study and were allowed free access to water. The rabbits were divided into two groups (6 per group) those administered CVD orally with the same dose. The first group administered the optimized CVD-SLNs dispersed in distilled water (Test) and the other received CVD suspended in distilled water (Reference). 0.25% sodium carboxy methyl cellulose was used to suspend CVD in distilled water for enough time to give the dose. The study was conducted using a comparative, randomized single-dose, open-label, parallel study design.
2.9.2. Sample collection and chromatographic analysis. The blood samples (0.5 ml) were withdrawn from the marginal ear vein at predetermined time points (0, 0.5, 1, 2, 4, 6, 8, 12, and 24 h) after oral administration of the test/reference formulations. Afterward, the samples were centrifuged at 3,500 rpm for 5 min and then the obtained plasma samples were stored at −20˚C until assay using the previously reported modified HPLC method [29, 31] .
2.9.3. Pharmacokinetic analysis. Non-compartmental pharmacokinetic analysis for CVD plasma concentrations was done in order to estimate the different parameters controlling the pharmacokinetic of the drug in the tested plasma samples. Maximum plasma carvedilol level and time to reach this level were determined for both test and reference. Area under Plasma concentration time curve for both formulations were determined in order to estimate the relative bioavailability of the optimized CVD-SLNs formula compared to the reference. Mean residence time were determined to ensure the controlled release manner for CVD when administered as CVD-SLNs. The elimination rate constant, elimination half-life, and total body clearance were measured to indicate if the administration of CVD as SLNs whether or not cause prolongation in its duration of action. The data were expressed as the mean ± standard deviation and analyzed with Kinetica1 software (Version 4, Thermo Electron Corp., MA, USA).
Statistical analysis of the data.
The data was analyzed with GraphPad Prism 6 (GraphPad Software, San Diego, CA). Two-way analysis of variance (ANOVA) followed by Tukey's multiple comparisons test was used to assess the significance of the difference between the optimized CVD-SLNs and the drug in suspension.
Results and discussion
In this study, 15 formulations of CVD-SLNs were prepared as suggested by BBD. Incorporation of CVD in SLNs as a drug carrier to achieve the controlled drug release behavior, and enhance the oral bioavailability of entrapped CVD.
Evaluation of the prepared CVD-SLNs
The particle size of the prepared formulations did not exceed 100 nm and ranged from 20 ± 0.09 nm in F5 to 58 ± 2.09 nm in F6 with PDI of not more than 0.3. This finding reflected the narrow particle size distribution with unimodal pattern of NPs as displayed in Table 1 . Surface modification of NPs with positively charged stearylamine (SA) increase the zeta potential to 25.2 ± 1.33 mV which indicate the acceptable stability of the colloidal dispersion. In addition, the prepared SLNs entrapped CVD with high efficiency that was reached to 95 ± 4.12% in F7.
In vitro release studies
The release behavior of CVD from SLNs was studied using the dialysis bag method. The initial release percentage after 1 h (Y 4 ) and the time required for 85% of drug release (Y 5 ) to achieve the controlled behavior were calculated and presented in Table 1 . The initial CVD release ranged from 6% as displayed in F10 to 28% as displayed in F5. Whereas, the cumulative CVD release after 12 h ranged from 89% to 98% in F10 and F8, respectively. Moreover, the time required for 85% release varied in all formulations and reached 11.25 h as in F6 which confirm the controlled release behavior of CVD from SLNs. It was found that the release was controlled as the pH of the medium increased which in accordance with the reported finding [32] . It was observed that the release of CVD from SLNs can be influenced by both Percirol and Gelucire concentration as depicted in the previous studies [24, 32] . (Fig 1A and 1B) shows the inverse correlation between the Percirol content in the nanoparticles and the CVD release. As the percent of Percirol increased the release percentage will decreased which may be due to the higher partition coefficient and lipophilicity of CVD, this lipophilicity decreased the diffusion of the drug from the lipid matrix formed from Precirol to the aqueous dissolution medium and by increase the thickness and integrity of this lipid matrix by increase Precirol concentration, the diffusion occur with more difficulty and the release become more controlled and sustained [33] . In another words, as the Precirol concentration was increased, the release of CVD decreased which can be explained by increasing the efficiency of encapsulation of drug in the nanoparticles and increasing the thickness of the lipid coating consequently reducing drug partition in the outer phase which is in agreement with previous findings [34, 35] . Conversely, (Fig 1C and 1D) shows the direct correlation between the Gelucire content in the nanoparticles and the CVD release. When the percent of Gelucire increased the release percentage will increased which can be explained by the higher hydrophilic lipophilic balance of Gelucire 44/ 14 (HLB = 11), which make it a suitable water dispersible surfactant for lipid based formulation and lipid soluble drugs through the enhancement of the wettability and dissolution of the lipophilic drugs. And by increase its concentration in the formulation, the percentage of the drug released was increased [36] . In addition, the surface activity of Gelucire 44/14 reduces the interfacial tension between the SLNs and the dissolution medium and minimizes the aggregation of drug particles and boosts the dissolution rate of CVD [37] . 
Kinetic treatment of CVD release from SLN formulations
The release data were treated with different kinetic orders and models (zero, first, or second order and Higuchi, Hixon-Crowell cube root law, and Baker-Lonsdale models) by comparing the correlation coefficients' values to select the best fitted release one. Also, Korsmeyer-Peppas model was applied to determine the mechanism of CVD release from the SLN formulations.
The results of the in vitro release study on all formulations except F2 and F5 revealed that CVD release from nanoparticles were best fitted to Hixon-Crowell model, as revealed by the highest correlation coefficient (r) values. Hixon-Crowell model usually describes the release from the particles with uniform size and when the drug release occur by dissolution with change in surface area and diameter of the particles [38] . As mentioned earlier, all CVD-SLN formulations displayed the uniformity in their size and this making the drug release depend on the dimensional erosion of SLN itself which occur gradually not occur through rupture as in case of nanospheres. Fitting the data to Korsmeyer-Peppas model revealed that most of the SLN formulations showed the diffusional release exponent values (n = 0.5-1) which indicates the non-Fickian release mechanism that is controlled by a combination of diffusion and nanoparticle erosion [39, 40] . Table 2 . The correlations between the investigated factors and the responses were presented in Pareto charts (Fig 2) . Whereas, the effect of these factors on the responses were displayed in 3D response surface plots (Fig 3) . It was found that Gelucire concentration (X 2 ) and Percirol concentration (X 1 ) showed significant effects on Y 1 with p-values of 0.0001 and 0.0024, respectively. On the contrary, stearylamine concentration (X 3 ) is the only factor that affects significantly the zeta potential of the nanoparticles dispersion (Y 2 ) with p-value of 0.0484. Also, it was noticed that X 1 displayed a significant synergistic effect on the entrapment efficiency (Y 3 ) with p-value of 0.0038. The initial release after 1 h (Y 4 ) is affected 
Optimization of CVD-SLNs
Initial release percentage after 1 h ðY 4 Þ ¼ 90:451 À 8:
Time for 85% drug release
Eqs 2-6 reveal the quantitative effects of the factors on the responses (Y 1 -Y 5 ). Plotting of Pareto charts defines the effect of the examined factors effects on the responses (Fig 2) . It was found that the bars of Percirol % (X 1 ) and Gelucire % (X 2 ) extend beyond the reference line in Pareto chart for Y 1 , which endorses their significant effects on the particle size of the nanoparticles. As shown in Table 2 and Fig 2 the Percirol percentage (X 1 ) has a synergistic effect while the Gelucire percentage has an antagonistic effect on Y 1 . This finding can be explained by the possibility of the fusion of the surfactant molecules with the lipid matrix at lower melting temperature, this fusion permit the surfactant to display its action and divide the lipid matrix into small globules within the aqueous layer which in a good agreement with the previous reported postulations [15, 41] . Similar effects of X 1 and X 2 on Y 5 have been explored. On the other hand, X 1 has an antagonistic effect while X 2 has a synergistic effect on the initial release percentage after 1 h (Y 4 ). Also, X 1 and X 3 displayed a synergistic effects on the entrapment efficiency (Y 3 ), and the zeta potential (Y 2 ), respectively. However, the Percirol % (X 1 ) and Gelucire % (X 2 ) in the SLN formulations significantly affect all of the investigated release parameters in this study (Y 4 and Y 5 ). It was noted from Figs 2 and 3 that a direct relationship exists between X 2 and Y 4 , which indicates that the Gelucire % (X 2 ) governs the initial percentage of CVD released after 1 h (Y 4 ). At the same concentrations of both X 1 and X 3 , as X 2 increased from 1 to 3%, Y 4 increased from 5 in F6 to 19% in F1, from 13 in F12 to 28% in F5, and from 6 in F10 to 23% in F4. This finding can be explained by the fact that, Gelucire 44/14 is a suitable water dispersible surfactant for lipid soluble drugs as carvedilol, it increase the dissolution rate of the lipophilic drugs in aqueous media. So, by increase its concentration in the formulation, the percentage of the drug released and dissolute was increased [42] .
Regarding the effect of X 1 on the release profile of CVD from SLNs the results indicated an inverse relationship between X 1 and Y 4 which indicates that X 1 contributes in the determination of the initial percentage of CVD released after 1 h (Y 4 ). At the same concentrations of both X 2 and X 3 , as X 1 increased from 8 to 12%, Y 4 decreased from 18 in F3 to 9% in F11, from 16% in F2 to 7% in F7, and from 28 in F5 to 19% in F1. On the contrary, it was found from Figs 2 and 3 that a direct relationship exists between X 1 and Y 5 , which indicates that X 1 determines the time for 85% CVD release (Y 5 ). At the same concentrations of both X 2 and X 3 , as X 1 increased from 8 to 12%, Y 5 increased from 5 in F6 to 19% in F1, from 13 in F12 to 28% in F5, and from 6 in F10 to 23% in F4. This observation can be attributed to the fact that precirol represent the lipid matrix of the SLNs, and by increase its concentration, the thickness, viscosity, and integrity of the lipid matrix increase, and thus increase the difficulty of the diffusion and release of the lipid soluble drugs from the SLNs [33] .
The same finding was achieved regarding to the effect of X 2 on Y 5 . Figs 2 and 3 exhibited that an inverse relationship exists between X 2 and Y 5 . When the Gelucire % increased from 1 to 3% in the SLN formulation with the same levels of X 1 and X 3 , Y 5 decreased from 11.25 to 8.50 h in F6 and F1, respectively; from 9.50 to 7.25 h in F12 and F5, respectively; and from 10.25 to 7.75 h in F9 and F8, respectively. This result could be owing to the decrease in particle size as Gelucire concentration decrease this make the release of the drug from the SLNs matrix is easier as the diffusion length decreased. Also, this could be due to the surfactant action of Gelucire in enhancing the dissolution and wettability of lipid soluble drugs as carvedilol in aqueous dissolution media [42] .
Prediction, preparation, and evaluation of the optimized CVD-SLNs formulation
After the analysis of the obtained data and generating the regression equations [Eqs 2-6] that correlate the investigated factors and the observed responses, the process of preparation of CVD-SLNs was optimized. The suggested optimized formulation composed of Percirol, Gelucire, and stearylamine in concentrations of 11.99, 2.87, and 6%, respectively. To validate these values, the optimized CVD-SLN formulation was prepared and evaluated. 4 , and Y 5 , respectively which in a close agreement with the predicted values. This proved the feasibility of the optimization procedure using Box-Behnken design in developing a new CVD-SLN formulation with controlled release and enhanced oral bioavailability. Table 3 presented the mean plasma concentration-time profiles and the pharmacokinetic parameters of CVD after oral administration of a single dose of either the optimized CVD-SLNs formulation or the drug in suspension. The obtained pharmacokinetic parameters indicated the controlled and prolonged action of the drug and enhanced its oral bioavailability when delivered in SLNs. The half-life prolonged from 5.6 h in case of drug suspension to 15.3 h for SLNs, and the MRT also prolonged from 8.7 to 23.19 h. This prolongation in half-life and MRT proved the sustained and prolonged release and residence of the SLNs in blood stream. This could be due to the presence of Gelucire in the formulation of CVD-SLNs leads to a steric hindrance that decrease the tissue uptake by avoiding the reticuloendothelial system, this confirmed by the CVD clearance results which decreased from 0.0042 ml/h in case of drug suspension to 0.002 ml/h in case of CVD-SLNs. The bioavailability of carvedilol enhanced by more than 2-folds when formulated as SLNs. This could be due to low aqueous solubility of carvedilol which negatively effect on the bioavailability of drug in suspension, while the incorporation of CVD in SLNs enhanced its solubility as well as its tissue permeability due to small nano-sized nature of SLNs. Additionally, the dependence of pharmacokinetic parameters of CVD upon delivery in the form of SLNs on the properties of the SLNs rather than by the physicochemical characteristics of the CVD molecule, for that, large proportion of the ingested SLNs usually absorbed into lymphatic circulation which bypass the first pass metabolism occur in liver.
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Conclusions
Short half-life, first pass metabolism, and low bioavailability due to poor solubility are barriers facing the management of hypertension and cardiac disease with carvedilol. In this research, carvedilol was reformulated as solid lipid nanoparticles and optimized utilizing Box-Behnken design in order to solve the previously mentioned problems associated with its use. The prepared SLNs prolonged the release and maintained the drug in plasma for more than 23 h and enhanced the oral bioavailability by more than 2-folds. Of course, it will not obviate the need for further clinical assessments for the prepared formulation on human to verify the results of experimental animals.
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